.
Preliminary experiments showed that in the mutant, methionine levels (free and protein) increased for at least 48 h despite media depletion of this amino acid. Methionine synthesis occurred at this stage as serine[3-14 C] was rapidly incorporated into methionine. However, mutant conidia showed poor germination and growth if methionine was not supplied initially. The data in Table 1 show that similar levels of methionine were recovered from both strains at 24 and 96 h but differences were apparent in total and polyglutamylfolate. At 24 h the mutant essentially lacked conjugated folates. A comparison of total and conjugated folate in the mutant at 96 h suggests that the folate pool was still largely nonconjugated, a situation different from the wild type. This difference was also apparent when polyglutamate synthesis was examined in vitro. In terms of H 4 PteGlu incorporated into polyglutamate, the mutant had greater activity than the wild type. In terms of glutamate added to the folate substrate however the wild type displayed more ability at 24 h. The nature of this difference was apparent when 14 C and 3 H substrates were employed, combined with fractionation of the products (Table 2 ). In the wild type, synthetase activity produced 3 labelled peaks with 3 H: 14 C ratios of essentially 1, 2 and 5. These products would correspond to di-, tri-and hexaglutamates, the latter being the principal polyglutamate Data are mean values of at least three determinations and were derived from analysis of 100 ml cultures. The standard synthetase reaction system contained 2.5 µmole ATP, 5 µmole MgCl 2 15 µmole KCl, 100 µmole Tris-HCl (PH 8.5), 1.5 µmole glutamate-[ 3 H] sp. act 3300 dpm/nmole, 0.1 µmole H 4 PteGlu and dialyzed extract containing 1.2-1.5 mg protein. The final volume was 0.5 ml and the reaction was terminated by boiling, after 2h incubation at 37°C. In both strains synthetase activity was ATP-and H 4 PteGlu-dependent. n.d. = not detected.
